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Title of the Invention 

Bone formation-inducing protein 

Field of the invention 



* Present invention reiates to . nOTel tae 
' 4 enCOdl " e the WW., a process for producing the 

^ - •*-—«- c„po Siti o„ mnt m protei ° ; 

rar "' CUlar - "«■«- «>«« .0 a 

I : '"":*" ««•«. *«* « >e obtained b 
«Pres S ,on o, a novel DNA derived fro. a vertebrate, a process for 
.be protein .hich crises c 0ltU r ine ceHs traL Id 

r"" 8 * m "~ ■ - . rt-ceotica, ccposi Z , 
: ,,D8 0S,MW<,Sis - »~ « a S partia. deficiency 

»»bo»e caused by aiveoiar pyorrhea. and bone fracture. 

Background of the Invention 

socia! J!!* : gi " 8 °' P ° PU,a,i0n - ° Ste0POr0SiS «** a 
so c al and .ed.ca. proble.. „i thert0 . 

rirr; D - anabolic s,eroids - * »* ^ „: ; 

2 ? ^ theSe aM " ,S «"« »P>e«e.y cure the 

Z S V °"' y S " eViS,e ^ < "- " « <°™ ^. W 

Wore, there i, no effective therapy ,„ r osteoporosis This 
^ a so e ;d f al¥eoUr pyorrhM beuuse m tee(h J* 
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pyorrhea^' 7 '"" ^ ab ° Ve mt ° S,eOPOrOSls - 
pyorr ea can be eo»l«.|, cured if , bone f 

"one-lost site, since ,„ ese diseases a „ due at ,he 

for an 1"° T " " "^"^ - ^ 

o » ectop.c bone «« is osi „ 8 , bo „ e ratrix » 

6 " w™*l«rle acid (Science. 150 893-899 , * 

thfv »v». • ~ (1965)). Subsequently 

. ,. .... „ „ j. z: 

extracted from an osteosarcoma or decalcifi-n ^ 

^anidloe hydrochloride or W " ,eeth * 4,1 

«cao. ici.. USA. 85. 9484-9488 (1988)- j m„ r.. 
13S80 (1989). , »• „,. B, °- CheJU 26£ 13377- 

U989). J. B.o. Chem.. 265^ 13198-13205 (1990)1 <~ 

<»ve been made on DNA sciences e„codin 8 BUT ! 

Unexamined Paten. Pl)b , ic!lt . ° F » r «a»ple. Japanese 

<^-«?iT B i ) ,, .T ,m,A,,,,e,,l,, 

—649 and :r;: p : r 

referred to as "J. P. KOKAI") No Hei 3-1954" 

se,uence. 5495 each descri, * s "* m 

However, the bone morpho 6 ene«ic activity „, » either purifjed 
* manner as described above or encoded by the DNA see 
inefficient as a therapeutic agent ,„ th , h ' ' S 

leases. Therefore ., • , above-men, i„„ ed bone , iost 

Wore. " '^es.red ,0 develop a „e» pr „ tei „ havjn8 
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"Proved bo„e formation i„<l U ci„ e -acti vi ty. 
Surnary of the Invention 

Another obiert nf *u 

— - an a Cti : ne ,he -° vei brae 

These and other objects of th* 

---t^on^j;::;::—;;"----,, 

hereinafter referred ,o a s BIP a, ,D No:1 

•M thereto The „„• , °" "^""^ " a » aI »«^ 

Ine Protein of amino aeirk i i,« . 

«• « of the mturati0 „ protejns "° dS 1 '» '» » S* ID No :1 

»« in SE9. ID N „., „ , L ™" """"" * "ids -» to 

« "o i is a precursor protein thereof. 

The second aspect nf *k a 

«* encodes the ho e or! „ T' i0Ve "' iM " ' * 

'»ve».ion. The DNA can . IT Pr ° te "' ° f '* 

Prob, »hich is anpiified by a „ )i t * 6 * " si »< ' -tain 

' 8 01 " PCR Pri«ers designed hy 
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referring to cDNA of the prior art. to obtain clones of interest. 

The third aspect of the present invention relates to a method 
for producing the protein. The method comprises (a) transforming a cell 
with the DNA and (b) culturing the transformant. 

The fourth aspect of the present invention relates to a 
Pharmaceutical composition containing the bone format ion- inducing 
protein or active fragment thereof as an active ingredient. The bone 
formation-inducing protein of the present invention is useful for 
therapy of a disease involving a deficiency of bone such as osteoporosis, 
alveolar pyorrhea and the like, and bone fracture. 

Brief Description of the Drawings 

Fig.l illustrates the technique for constructing the expression 
vector for the human bone formation-inducing protein of the present 
invention (hBIP). 

Pig. 2 shows the restriction map of the expression vector for the 
human bone format ion- inducing protein of the present invention. 

Fig. 3 illustrates the technique for constructing the expression 
vector for the rat bone formation-inducing protein of the present 
invention (rBIP). 

Fig. 4 shows the restriction map of the expression vector for the 
rat bone formation-inducing protein of the present invention. 

Figs. 5 to 10 show the histological observations of the pellets 
12 days after they were implanted. 

Figs.llA to HE show the autoradiograms of Northern blot 
analysis for poly(A)RNAs extracted from various tissues of rat. 

Fig. 12 illustrates the technique for making the original amino 
acid sequence of process site of the precursor protein of the present 
invention correspond to the consensus sequence. 
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Fig. 13 illustrates the method for constructing the stable 
expression vector for the human bone formation-inducing protein of the 
Present invention. 

Detailed Description of the Invention 

The present invention includes a protein uprising amino acid 
sequence of amino acids 1 to .10 in SBQ.ID No:. „ analogous sequences 
thereto. The protein of amino acids 1 to no in SEQ. ID No.-l is one of 
the saturation proteins and the protein of amino acids -368 to no in 
SBO, ID No:l is a precursor protein thereof. 

"Analogous sequences thereto" means amino acid sequences which 
are substantially homologous with the amino acid sequence of amno 
acids 1 to no in SBQ. » No:, and constitute proteins having a bone 
formation-inducing activity as high as that of the protein uprising 
the ammo acid sequence of amino acids 1 to 110 in SEQ. ID No l There 
■s at ieast one difference between the amino acid sequence of amino 
"ids 1 to 1,0 in SBQ.ID No:! and such analogous sequences in number or 
Kind of amino acid contained in the sequences. Espies of the 
.Herence include those caused by a rep.ace.ent. an insertion or a 
deletion o, „ ,e,s, one a.i„o acid. The proteins comprising these 
analogous sequence are also maturation proteins. The amino acid 
sequence of amino acids . to no in SEQ ID No:3 may be mentioned as 
emp.e of the analogous sequence to the amino acid sequence of amino 
ac.ds 1 to no in SEQ. ID No:.. There are .wo differences between the 
t»o amino acid sequences in kind of amino acid contained in the 
sequences. 

"Protein comprising amino acid sequence of amino acids 1 to HO' 
-m. Protein having a longer amino acid sequence than amino acids . 
t« UO in SEQ. ID No:, and maintaining the bone formation inducing- 

-5- 



WO 94/01557 



PCT/JP93/00952 



activity. For example, the following proteins are included: the 
precursor protein of amino acids -368 to 110 in SEQ. ID No:l. proteins 
analogous thereto su ch as a protein in which any region of amino acids 
-368 to -1 i„ SE0 .,h No:1 „ replaced „ it „ another seqijence 

Proteins cleaved from the precursor protein of amino acids -368 to 110 
at any position upstream of amino acid 1 in SEQ. ID No:l. in particular, 
at amino acid -1 or -2 in SEQ. ID No:l. 

The protein of the present invention needs no further structual 
feature insofar as it has the above-mentioned amino acid sequence 
Therefore, the proteins of the present invention may include any 
.od.fied proteins such as a glycosylated protain. a dimerized protain 
a glycosylated and dimerized protain and a mixture of these. 

The present invention also includes a UNA which encodes the bone 
formafon-inducing protein of the present invention. Examples of the 
UNA .nclude DNAs comprising base sequence of nucleotides 1191 to 1520 
■n SEQ. ID No:l and analogous sequences thereto. DNAs of which the base 
sequences are only a little analogous to the DNAs comprising base 
sequence of nucleotides H91 to 1520 in SEQ. ID N 0: l but are capable of 
encodmg the bone formation-inducing protein of the present invention 
Examples of the UNA sequence of nucleotides 1191 ,o 1520 in SEQ. ID No l 
include UNA sequence of nucleotides 87 to 1520 in SEQ. ID No:l. which is 
one encoding the precursor protein of amino acids -368 to 110 in SEQ. ID 
No:l mentioned above. 

•Analogous sequences thereto" means base sequences which are 
substantially homologous with the base sequence of nucleotides 1191 to 
1520 in SEQ. ID No:l. There is a, leas, one difference between the base 
sequence of nucleotides 1191 to 1520 in SEQ. ID No:l and such analogous 
sequences in number or kind of codon contained in the sequences 
Examples of (he difference include those caused by a replacement, an 
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insertion or a deletion of at least one codon. 

-Ms of which the base sequences are only a little analogs to 
the DNAs comprising base se , uence of aucleomes (o ^ ^ ^ ^ 

N0:i bUt a " CaWble 01 -««•« «"e bone formation-inducing protein of 
the present invention" means those which have „„, few different codons 
1«m the base se,„ence of nucleotides .191 to 1520 in SEQ. ID Nol but 
can co„se,ue„Uy express the bone formation-inducin* protein of the 
Present i„, e „,i„ n . „ course , „ „ possible f( ^ ^ 

chaining codons which each encodes an amino acid necessary to the bone 
formation-inducing protein of the present invention. 

It is needless to say tha, . „NA subjected „ m 
only in coding region for peptide to be released from the precursor 
Protein during processing can encode the bone formation-inducing 
Protein of the present invention and therefore the DNA is included i„ 
the present invention. 

A detailed description will »o» oe .a de M tl)e ^ 

Producing the bone formation-inducing protein and coding DNA o, the 
present invention. 

For example, the coding DNA for the bone formation-inducing 
Protein of the present invention can be obtained as follows- 

Initially, a mRNA which is a template of the cDNA of the present 
■nvention is extracted from a tissue of a vertebrate and then isolated 
The vertebrate ray be a Examples of the ma™, i„c U de hl » n ' 

rat and bovine. ,. m t^. human and rat. such as neonatal rat' 
are preferred. Examp.es of the usable tissue include a femur, the head 
of a femur, a calvaria and the like. Preferred are head of femur of 
human and calvaria and femur of neonatal rat. However, the tissue is 
not limited to those Mntioned ner , T|)e ^ ^ ^ 

can be carried out using a conventional technic. After the mRNA 
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->a«io, a CDNA nbrary is constructed using the isolated m , ^ 
construction can also be carried out using a conventional technioue 

On the other hand, a DNA probe is amplified for screening the 
target clones present in the cDNA library on the basis of 
oligonucleotide primers, a. „ liw „ ucleotide ^ m ^ ^ 

referring to the cDNA encoding the bone morpnogenetic protein of the 
Prior art. 

After labeling the probe thus obtained, screening of the above- 
mentioned cDNA library is carried ou, using the labeled probe ,„ obtain 
"Vbndized clones. When this probe is used, no, only clones 
corresponding to the cDNA of the present invention but also Cones 
corresponding to Ms „, tne prior art hybridi2e ^ ^ ^ 

o e present invention hybridize with the probe more weakly than those 
of the prior art. Therefor, the Cones o, the present invention can 
e separated fro. clones of the prior art by sparing the signal 
strength of the hybridization in the Southern method 

Once the cDNA se,ue„ce of the present invention is determined, 
the CDNA can be easily synthesized by referring to the se,ue.ce 

The bone formation-inducing protein of the present invention can 
be oota.ned by constructing an expression vector by integrating the 
above-mentioned cDNA thereinto, subjecting the expression vector ,o a 
transforation or transition of a host cel.. cu.turing the host cell 
a« isolating the protein secreted within the host cell or into the 
clture .ecu* I, is also possible to secrete the protein i„ Bilk of 
a ransgenic animal, such as goat or bovjne ^ J$ 

a UNA containing the above-mentioned cDNA of the present invention under 
a control of casein promoter and the like. 

The expression vector usable for the present invention may be 
-Posed o, one or more DNAs dirived ,ro» p.asmid. , irus and phage int0 
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which the cDNA of the present invention can be inserted and which is can 
be introduced into the host cell. The expression vector should contain 
a transcription promoter sequence, an enhancer sequence and/or operator 
sequence which control the transcription, a suitable ribosorae binding 
site sequence, and a sequence for termination of the transcription and 
the translation. According to circumstances, the expression vector may 
contain a DNA sequence necessary for replicating itself in the host 
cells or a dehydrofolate reductase (dhfr) gene enabling the introduced 
DNA to amplify in the presence of methotrexate which is an inhibitor of 
dhfr. Examples of the expression vector in the case where an animal 
cell is used as the host cell include pcDL-SR a296 (Mol. Cell. Biol. 8^ 
466. 1988). P CDM8 (B. Seed. Nature 329^ 840. 1987). pMAM neo (F. Lee et 
al.. Nature 294^ 228. 1981). BCMG neo (Karasuyama et al.. Eur. J. 
Immuno.,18. 97, 1988) and pSV2 dhfr (F. Lee et al.. supra ). pcDL-SR a 
296 and pSV2 dhfr are preferable. Further, insect cells such as pAc373 
(G. E. Smith et al.. Proc. Natl. Acad. Sci. USA 82. 8404. 1985). 
yeasts such as pAM80 (Miyanohara et al. . Proc. Natl. Acad. Sci. USA 80. 
1. 1983) and E. coli such as pTrc99A (E. Amann et al.. Gene 69. 301. 
1988) can be used as the expression vector. These expression vectors 
may be modified if necessary. 

Examples of the suitable host cells for expression of the bone 
formation-inducing protein of the present invention include COS-1 cell. 
Verots cell. CHO cell, mouse C127 cell, human 293 cell. Syrian hamster 
BHK cell, human Namalwa cell and monkey Vero cell. Preferable host 
cells are COS-1 cell, human 293 cell and Syrian hamster BHK cell. 
Although the medium used for transformation or transfection of the host 
cell varies depending on the host cell used. DMEM containing fetal 
bovine serum, a MEM. Haml2. RPMI-1640 and the like are usable. DMEM is 
preferable for COS-1 cell and a MEM is preferable for CHO cell. 

- 9 - 



WO 94/01557 



PCT/JP93/00952 



Preferable combinations of expression vector and the host cell 
are. for example. pcDL-SR<r296 vector/COS-1 cell in case of a transient 
expression and pSV2 dhfr vector/Syrian hamster BHK cell in case of a 
stable expression. 

After being subjected to transformation or transfection. the 
host cells are allowed to culture under the condition suitable for 
expressing the protein. If the protein is secreted in the medium, it 
may be directly purified from the medium by removing the host cells. On 
the other hand, if the protein is accumulated within the host cells, it 
is isolated from cell lysates. 

In the biological synthesis of the bone formation-inducing 
protein of the present invention, its precursor protein, which is not 
active, is formed in a host cell in the first place and subsequently 
processed to the maturation protein, which is active, at its process 
site with a protease. It is desirable for the amino acid sequence of 
this process site of the precursor protein to be efficiently cleaved 
with the protease in order to produce the maturation protein of the 
present invention to a high degree. The fact that many known precursor 
proteins have amino acid sequence of Arg-X-Arg/Lys-Arg (X representing 
an essential amino acid) as process site has been known and Nakayama et 
al showed that this sequence is a consensus sequence (Nakayama et al. J. 
Biol. Chem. 267. 16335-16345 (1992)). The precursor protein is cleaved 
at C-terminus of the last Arg in this sequence and this processing with 
the protease should be efficient. 

On the other hand, it is considered that the process site of the 
precursor protein of the human bone formation-inducing protein of the 
present invention has the amino acid sequence of Ala-Arg-Arg-Lys which 
corresponds to amino acids -4 to -1 in SEQ. ID No:l. However, this 
sequence is different from the above-mentioned consensus sequence. 

-10- 
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Therefore, it i s preferable to make the original amino acid sequence 
correspond to the above-mentioned consensus sequence in order to produce 
the human bone formation-inducing protein of the present invention 
efficiently. For this, i, is possible to employ, for e»a mple . a 
technique in »„i c „ a „ original DNA sequence encoding an amino acid 
sequence containing the process site of the precursor protein of the 
present invention (corresponding to nucleotides 1179 to 1190 in SEQ ID 
No:!) is replaced with a DNA sequence designed to encode an amino acid 
sequence containing the consensus sequence. For example, a synthesized 
DNA containing a base sequence which encodes the process sequence of 
human BMP-2 type (Arg-GIu-lys-Arg)U.P. KOHYO No. Hei 2-500241) or human 
Proactivin A type (Arg-Arg-Arg-Arg) (D. Huylebroeck et al.. Mo. 
Endocrynol. 4. 1153 (1990)) can be employed for this technique in order 
to make the process sequence of the human bone formation-inducing 
Protetn of the present invention correspond to the consensus sequence 
s.nce the process sequences of human WP-2 type and human proactivin A 
type correspond to the consensus sequence. 

When a stably-producing cell is constructed using the thus- 
replaced DNA and a suitable host cell, it is possible to produce the 
human bone formation-inducing protein of ,„ e present invention more 
efficiently. Examples of host cells suitable for constructing the 
stably-producing mutant include human 293 cell. Syrian hamster BHK cell, 
human Namalna cell, monkey Vero cell and the like. 

Further, the present invention includes a pharmaceutical 
composition containing the bone formation-inducing protein or active 
fragment thereof obtained in the manner as described above as an active 
ingredient. 

The composition is useful for therapy of a disease involving 
osteoporosis, a bone deficiency such as alveolar pyorrhea and the like. 
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and bone fracture. 

The pharmaceutical composition of the present invention may be 
adm.nistered through various routes, for example, orally or by 
."lection or by implantation in a bone-lost site and. for this purpose 
■t >• usually prepared in the form .,. , or mfflple , , sujUMe 
formulation for oral administration . injection or implantation 
Parfcularly. the injection My be prepared in the for. of a formulation 
stable to reach to the bone-,„ s , site and , „ case of ^ 
-"Plantation, the active ingredient may be implanted in the bone-lost 
»>t. nth a matrix. Examples of the suitable formulations for oral 
administration include p„»der. granule, tablet, capsule, solution for 
internal use. emulsion or suspension. 

lb. bone formtion-inducing protein of the present invention may 
be administered alone or in the form ., a mixture »i,h one or more 
Pharmaceutically-acceptable carriers suitable for the formulation 
concerned. These formulations can be prepared using conventional 
techniques for preparing a pharmaceutical composition. For example 
they may be prepared by dissolving, emulsifying or suspending an 
ingredient or ingredients thereof in a suitable solvent. 

Examples of carriers suitable for the p^der. the granule, the 
tablet, the capsule and the like include excipients such as lactose 
8luc.se. D-mannitol. starch, crystalline cellulose, calcium carbonate' 
kaolin and the like: binding agents such as starch paste solution' 
»Ut.. solution, hydroxypropyl cellulose, hydroxypropyl methyl 
cellulose, po.yvinylpyrrolidone. ethanol and the like; disintegrators 
SU ch as starch, gelatin powder, carboxymethyl cellulose, carboxymethy, 
cellulose calcium salt and the like: lubricants such as magnesium 
stearate. talc and the like: and coating agents such as hydroxypropy, 
«»1 cenulose. acetyl ceHulose. white sugar, titanium, oxide and the 
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like. Coloring agents, flavoring agents and the like can be optionally 
added to these formulations. 

Examples of carriers suitable for the solution for internal use 
include preservatives such as benzoic acid, esters of p-hydroxy benzoic 
acid, dehydroacetic acid sodium salt and the like: suspending agents 
such as gum arabic. tragacanth. carboxymethyl cellulose sodium salt, 
methyl cellulose, egg yolk, surfactants and the like: edulcorants such 
as white sugar, syrup, citric acid and the like. Coloring agents, 
stabilizers and the like can be optionally added to the solution. The 
solvent used for the solution is mainly purified water. However, 
ethanol. glycerin, propylene glycol and the like are usable. 

Examples of the solvents suitable for the injection include 
distilled water, water for injection, non-aqueous solvents such as 
ethanol. glycerin, propylene glycol, macrogol and the like. Examples of 
carriers suitable for the injection include buffers such as sodium 
monohydrogen phosphate, sodium dihydrogen phosphate, sodium phosphate 
and the like: isotonic agents such as glucose, sodium chloride and the 
like: preservatives such as phenol, thimerosal. esters of p-hydroxy 
benzoic acid and the like: stabilizers such as sodium hydrogen sulfite 
and the like. Painkillers, solubilizers and the like can be optionally 
added to the injection. 

The matrix for the implantation can be either a biological ly- 
absorbable or biological ly-unabsorbable one. Examples of biological ly- 
absorbable matrices include non-biological substances such as 
hydroxyapatite. polydactic acid), calcium sulfate and the like: and 
biological substances such as type I collagen, bone and the like. On 
the other hand, examples of biological ly-unabsorbable matrices include 
ceramics, titanium and the. like. The active ingredient can be 
implanted with one or more these matrices. 
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Generally. the injecti0 „ js MlaJf appned (o trea( ^ 

^ «-«-W-UU. ...^ WH- 

to trea, alveolar pyorrhea or fracture. „„»eve, oral administration 
and .niection can a Is0 bo appned to trea, aiveo.ar pyorrhea or hone 
fracture in addition to the implantation. 

The dose „, the active ingredient contained in the pharmaceutical 

rr 7 of the preseDt inven,ion varus ^ - 

dm ts.rat.on route, type „ Nation. kj „ d 
* »e Pa.,e.t. and the ,i ke . „o m ,e, i„ 8 enera,. it is o.o, to loo 
^ or ad,, ^n the active indent is banted in the hone 
. s-.e,n,he f o™o f am,», U re.thcona 8 e, the mi,i„g ratio o, 
«.«..» tngredient ,o co,ia 8 e„ is 4x,o- to 4 x, rW preferablv 
4 *>° ,„ < x,o- W . Mre preferab|y 4X10 . S (o ^ 

- » t0 he Wanted can he suitably detera J„ £ 

Phys.ctan according ,„ the sererity of the iisease 

By the present invention, prevention and complete ere of 
—Porosis and the teeth decidual caused hy aiveo.ar pyorrhe 
; =r -U and the time reared for hea lins a fractnreU: 

The following examples are given to further illustrate the 

:7:: nti °" bU ' -rict the effect! 
scope of the invention. 

Example 1 

'solation of cDNA encoding the human hone formation-inducing protein 
Preparation of prnh* 

The following primers: 

Primer 1 5" -AGCCATCAAATCATGCTACC-3' 
Primer 2 5' -TCTGCAAGCGCAAGACTCTA-3' 
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were synthesized using an automatic DNA synthesizer and then a DNA 
fragment was amplified using 250nM of Primer 1 and 250nM of Primer 2 
from lug/100 u\ of human placenta chromosomal DNA by the PCR method in 
the following solution for 25 cycles: 
Solution for PCR: 

lOmM Tris-hydrochloride ( P H 8.3). 50mM KC1. 1.5mMMgCl 2 . O.OOU 
gelatin, 200jkM dATP. 200 uto dCTP. 200 uU dGTP. 200 #M dTTP. 
2.5 units AmpliTaq (Perkin Elmer Cetus) 
Condition for PCR: 

94"C for 1 minute. 37 V for 2 minutes and 72 e C for 3 minutes 
After the reactions, the DNAs amplified were electrophoresed on 
agarose gel to recover a DNA fragment having about 180b P using the glass 
adsorption method. This fragment was ligated with EcoRI adapter 
(Pharmacia) using T4 DNA ligase in the conventional manner and then the 
resulting fragment was ligated to the recognition site for restriction 
enzyme EcoRI of plasmid BlueScri pt I ISK+ (Stratagene). A competent 
cells of E.coli (JM 109) prepared by the method of Inoue et al (Inoue 
et al.. Gene. 96. 23. 1990) were transformed with this reaction 
solution. 

The resulting transformant was cultured in LB medium and then 
the plasmid DNA was isolated from lysate of the transformant by the 
alkali-SDS method (Birnboim et al.. Nucleic Acids Res. . 7. 1513. 1979). 
Subsequently, the plasmid DNA was subjected to removal of RNA present 
therein by RNaseA treatment and deproteinized by the PEG 
(polyethyleneglycol) precipitation method and the phenol extraction 
method and then reprecipitated by adding ethanol. The sequence of the 
Plasmid DNA thus obtained was determined by the dideoxynucleotide 
method with T7 DNA polymerase (Sanger et al.. Proc. Natl. Acad. Sci. 
USA.. 74. 5463. 1977) after denaturing the DNA by the method of Hattori 
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•« al CHattori e. Ana.ytica, 6iocheBjstry ^ 
base sequence is shown in SB) [D No:2. 

■ to. u,,. Plasmid » ras iisesM by restr . ct . on 

ti-e d.gest .as e^ctrophoresed on « agarose „, recover . 

ram "' haVi " 8 ab °"' ,80bp » si <* «" «1« adsorption aethod. This 
fragment ms use d as the probe. 

Construction of cDNA library n, „,-■■ ^ „..,„ 

_ UJ. of tota. SNA « isolated ,r M 42g of head o, „„n 1mr 

r; dine u — «*..«• . M 

analytical Biochemistry 162. 156 1987} fl „H * 

.. . , — 10b - 1887 > and. from 1.3mg of the RNA 

*•«*.-. POly(A)RNA .as purified u Si „ 8 „ng„-dT latex ^ 
»»bie stranded m .ere synthesis ,r M 6 Ul of the po , fl 

2 ::::: ,h ; of Gubur and ^ »««« « 

i W,tl1 EC0R ' ada ' ,er usil * »< DNA ligase. the ligated cDNA .as 
e ectrophoresed on „ agarose gei to obtain a fraction having 2 

an enaction. These exacted cDNA .ere ujj 2 

z; 1 ;7vi res,riction ™™ - * — 

a! ~ Ce " et " ^ * '^oratory) 

- «he» a. ^ paging (Coliins e, a,.. Pr0 , Nat , Aca , 

«».. 21. 4242. 1978) «, conduced to construe, the cDNA library 
. Cloning of th ft rMA mary - 

LcoH C600fhl (DNA cloning, i 56 iqim • f 
v. — Dt> * I985:) wa s infected with 

- :: in ,he above * - - 

filter n. ^ " e " ' iSed mt ' a """celiulose 

filer (Benton e, al.. Science. ^ 180 . iem t|k 

Prehybridized for 20 hours at <!7 r- • . . 

hours at 37 C m a hybridization solution (as 
«n* exSSPE. «« 100 ^ ^ spe „ M) Md ^ 

^ed.i,h the above-prepared prob,.hich« slab e ledrt ; ( : 
P)dCTP us.og a nultiprine-labeling kit ( tarsta) . 42 jn ^ 
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above hybridization solution. Subsequently, this filter »a s .ashed in 2 
XSSC. 0.1* SOS solution at BOX and 16 positive clones »ere obtained by 
autoradiography, The p„ s „i ve cloDes were purjfied jn ^ conventio|)al 
«n»er and DNAs thereof were prepared. These DNA fragments, which were 
inserted into the recombinant phage DNA. were identified to be those of 
interest by the netted of Southern (J. Mol. Biol.. 98. 503. 1975) using 
hybridization with the above probe. Base sequences of these DNA were 
determined to be identical with each other and the clones were 
designated as HE24. 25 and 27. respectively. 
Determination of base se quence of the i-Mi 

The recombinant phage DNA thus-obtained was digested bv 
restriction enzyme Notl and then the digest was electrophoresed on 
agarose gel to isolate the DNA fragment. After purification by the 
Slass adsorption method, the purified DNA fragment was inserted into 
the Notl site of plasmid BlueScripttlSKt to subclone. The E coli 
containing HE24 was deposited with the Fermentation Sesearch InstT^T 
Agency of Industrial Science and Technology on July 3. 1992 (Acceptance 
No.FERMP-13045). 

The partial base sequence of this cDNA was determined by the 

dideoxynucleotide method CSanuer et m •, . ., t 

voanger et ai. . supra ) and shown in SE(. ID 

No:l together with the amino acid sequence deduced therefrom. 

From these results, it can be seen that the human bone 
formation-inducing protein is contained in the amino acid sequence of 
478 a«,no acids encoded by the base sequence of nucleotides 87 to 1520 
i» SE0.ID No:!. That is. the protein of the 478 amino acids was 
biologically synthesized in the form of a precursor protein, which 
includes a secretion signal, and then subjected to processing at the 
Process site of amino acid -2. -! „ r , in SE() . ,„ No: , ,„ form ^ 
saturation proteins having 112. ill or no amino acids, respective^ 
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Example 2 



Isolation „, « e„codin 8 ,„e rat bone forratio „. inducjn6 pro 
t " W ""* l »-i nf nijBMm, 

by the ^ t0 ' al iSOla ' ed *" 28 " '« °< ra, 

i " : rr ne ti — e/ ^ ,/ — ™ «*.... 

^Analytical Biochemistry 162 ioqt* 

i«ry ibZ 156. 1987) and poly(A)RNA was purified 

2* - < h < '-«- ■» ... oii 8 „- d r latei (Nippon Bo h f ' e 

oub le ..raw DNA «. sm „ esized fm g >' 

r;:r, ,h r thod ° f cub,er - w - — ieatj :ri 

eC, T rMed - " « <° *«. a fraction bavin. ,. 2 ,„ 5 

an extraction. Tnis extracted cDNA was , i8ated tl , " 

a... «.,. geil . Gene,. . ^ 53 . I977)(Bethesda 
- pac^in, ccoiiins e, at.. Pr „, fctL Acad . 

Zl. «* 1978) was conducted to con Struc , tne cBW ljbrary 
Cloning of the rmi 1IDrary - 

, taee 7^ C600,hl * ^ M - 1985 > « -fected with r ec m „i„ ant 
^co.,a,„ed in ,„ e above cDNA .ibrary and tben ,.,00.000 „ I 

^ » 19TO - * ««« « PrenybridUed a, 3 • • a' 
100 4g/nl salmon sperm DNA) and then were hvhr^- a ■ 

solution. Subsequently, after these fiit=„ 

« SB soiut.on a, 50'C and 2< posi(iK ci.nes were obtained tnrou, 
-radios, fc ^ 
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-nner and DNAs .hereof were prepared. These DNA fragments, which were 
inserted into the recombinant phage, were identified by the method of 
Southern hybridization «. Mol. Biol.. 98. 503. 1975) using , ne above 
Probe. Base sequences of these DNA were determined to be identical 
«tb each other and the clones were designated as RB12. 45 and RC27 
respectively. 

Determination of h»«. ^ mnce nf , hB rmi 

The recombinant phage DNA thus-obtained was digested by 
restriction enzyme Notl and then the digest was e.ectrophoresed on 
asarose gel to iso.ate the DNA fragment. After purification by the 
«lass adsorption method, the purified DNA fragment .as inserted 
the Notl site of plasmid BlueScriptUSK, to subclone. The E coli 
carrying RB« was deposited with Fermentation Research Instl^T 
No^FEffl( O p-1304g)" 8 ' ^ c * e °ce and Technology on July 3, 1992 (Acceptance 

The base sequence of this cDNA was determined by the 

dideoxynucleotide method (Sani-er phi ... % ., 

„ „ an8er et al " »»Pra ) and shown in SEQ ID 

No;3 together with the amino acid sequence deduced therefrom. 

From these results, it can be seen that the rat bone forma.ion- 
.»«ucing protein is composed of 476 amino acids encoded by the base 
sequence „, „ oc ,eo«ides 60 to 1487 in SM . ID No : 3. Tie protein of , he 
m amino acids was further subjected to processing to form the 
^ration protein having U2. 11, or ,10 amino acids, which is encoded 
by the base sequence of nucleotides 1152 to 1487. 1155 to 1487 or 1158 
to 1487 in SE«. ID No:3. 

Example 3 

Expression of the human bone fonation-inducing protein in COM cel. 
To demonstrate that the human bone for^tion-inducing protein of 
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e present inve nl ion has bone formation-inducing activlty . 

ta.ned in Examp.e 1 ms lieated rttt , ^ ^ ^ 

e hgated vector »as introduced i„,o COM cel ls (Gluzman: Cell. 23 
175. 1980 ,„ express the protein. For the pr „,ei„ S e Crete d i„ Z» 
supernatant of the medium „ sed . the ac ,i Vi „ Ms 
Construction of the mw.1,. „.,..„,. 

.t .. 0b,ai " ed ^ ° 0<,i, ' i " 8 PCMa296 * ^ebe 

« .1 (Takebe e. a,.. „„,. Ce„. Biol.. «1> 46, lm> ras nsed a$ 

rans.ent expression vector. Namely. ,Ms vector »as obtained by 
uest.ng vector pcDl-S* am by restrictjo „ ^ ^ 
M-tut ,i,h m wlyrerase , ^ insertjng EcoRi ijn((er toejnto • 

First, non-coding regions „ere rewved from the cDNA coding f„ r 
e human .one forM.ion-inducing protein of the present invention by 
tn, »e, h .d illu s, r a,ed i„ Pig.,. .„ detail. HB24 .as digested by 
res notion enzyme Ncol ,„ remove the „ on . coding ^ ^ 

5 -s.de thereof and. after blunting o, the tortus o, the digest using 
^Polymerase L .he digest »s further digested by restriction en J 
Sal, ,o ls . la ,e NcoA-Sal, fragment »„ich contained the initiation 
codon and «as a fragment present on the 5' -side. 

Sal, J[ T 0, " er "* " 8180 diMSted * ™«««« «-« 
Sail and Kpnl to isolate Sal-Kpn fragment. 

obtained!"! U ° fraMe " ,S "* M ^ «• 

.a ned by digesting BlueScrip,,,* by restrictio „ ^ ^ 

blunting the terminus thereof using DNA polymerase I and then digesting 

by restriction enzyme Kpnl. ft. r e S „ Iting plsM m ^ 
restr.ct.on enzymes BcoBV and Kpnl to isolate EV-Kpn frag^nt. 
Next, the following tro primers for PCR: 

C-l 5'-GATATCTCACCCGCACCCACAGCrc-3- 
C-2 5' -TCCCCCACCTACCTGAAGCT-3- 
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were synthesized in order to amplify a cDNA region corresponding to C- 
terminus of the protein of the present invention. 

The PCR reaction was carried out on 1 uU of Primer C-l and 1 u 
M of Primer C-2 using HE24 as a template in the following solution for 
32 cycles: 
Solution for PCR 

lOmfil Tris-hydrochloride (pH 8.3). 50mM KC1. 1.5mM MgCh. 0.0015K 

gelatin. 200 dATP. 200 tiU dCTP. 200 uto dGTP. 200 /zM dTTP. 

5 units AmpliTaq (Perkin Elmer Cetus). 500pg HE 24 plasmid 

DNA/50 u\ 
Condition for PCR 

92°C for 1 minute. 50 °C for 2 minutes and 72 °C for 3 minutes 

After the reaction, the DNAs were electrophoresed to separate 
them from the reaction solution and then the DNA fragment of interest 
was isolated and purified using the glass adsorption method. 

From the fragment thus-obtained. KpnI-EcoRV (Kpn-EV) fragment, 
which is DNA corresponding to the C-terminus side, was isolated and 
ligated to T-vector in which dTTP was attached to the 3' -terminus of 
the recognition site for restriction enzyme EcoRV of plasmid Blue 
ScriptI ISK+ and then the base sequence thereof was determined in the 
same manner as in Example 1. 

The resulting plasmid was digested by restriction enzymes Kpnl 
and EcoRV to isolate the Kpn-EV fragment. This fragment was ligated 
with the above-isolated EV-Kpn fragment and BlueScript I ISK+ which was 
digested by restriction enzyme EcoRV and then treated with alkaline 
Phosphatase to dephosphorize. As a result, a cDNA was obtained, in 
which all of the coding regions remained and no non-coding region 
remained. 

This cDNA was isolated from the BlueScript 1 1 SK+/EV by digesting 
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bv restriction enzyme EcoRV and then ligated to the blunted terminus of 
the BcoRI recognition site of the above-mentioned pcDL-SRD vector to 
construct an expression vector for the human b„„e formation-inducing 
Protein CSRD-hBIP). A restriction map of the plasmid thus-obtained is 
shown in Fig. 2. 

Transfection with the e,pre~inn vector for the ^« y „ 

inducing protein and prona tion of the nrnt.i,, 

According to the method of Sambrook et al CSambrook et al 
Molecular Cloning: Spring „a bor Ubomory Rress ^ ^ ^ 

vector SRD-hBIP thus-obtained was transfected into COS-1 cells to 
produce the human bone formation-inducing protein. 

A 10ft. culture dish containing medium (10ml of DUEH containing 
10 v/v* fetal calf serum) ra S inoculated tith 1 xio' of COS-1 cells 

incubated at 37 TC for 18 hour<! with « m _ ■ , 

no ° rs ,,th B a > Bussing and then Hashed with 
10.1 of phosphate buffered saline «S(-» twice. To this. 2«g of 
■ixture of SRD-hBlP DMA and DBAE dextran was added. After incubating 
t e cells at room temperature for ,5 „,„„,«. w olam u 
v/v* fetal calf serum and 100 a M of chloro,ui„e was added thereto 
After culturing the cells at 37r for 3.5 hours with 5* CO, gassing' 
the medium was removed and then 900 ui of 10 v/v* t« containing fetal 
calf serum and 10 v/v* dimethyl sulfoxide «0) was added thereto 
«■ cells were incubated a. room temperature for 2 „i„„, e s , it ho„, B C 0, 
massing, washed with 5»1 o, PBS(-) and 5ml o, W containing ,0* fetal 
calf serum in this order and then .0ml of DWI/W fetal calf serum was 
added thereto. After incubating the cells at S7"C for 24 hours with 5)8 
CO. gassing, the medium was removed and then 10,1 of am mmm n 
fetal calf serum was added thereto to further incubate at 3TC with 5* 
CO, gassing. After 5 days, the cells were removed,™ the medium by 
centrifuga.ion a. .0.000 rpm a. 4'C for ,0 minutes to obtain the 
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conditioned medium. 

To 1.400ml of the conditioned medium, urea and Tris- 
hydrochloride (pH 7.0) was added to yield a final concentration of 6M 
urea and 50mM Tris-hydrochloride (pH 7.0). The mixture was loaded to a 
Heparin-Sepharose column (20ml, Pharmacia) preliminarily equilibrated 
with 6M urea/50mM Tris-hydrochloride (pH 7.0). The column was washed 
with the same buffer, whereafter the elution was carried out with 30ml 
of the same buffer but containing 0.5M sodium chloride. The eluate was 
concentrated to about 5ml by ultrafiltration using a centricon. 
dialyzed against deionized water and freeze-dried. Subsequently, the 
freeze-dried proteins were dissolved in 1% sodium deoxycholate/50mM 
Tris-hydrochloride buffer (pH 8.0) and then the solution was loaded to 
a ConA-Sepharose column (200/zl. Pharmacia) preliminarily equilibrated 
with 1% sodium deoxycholate/50mM Tris-hydrochloride buffer. The column 
was washed with the same buffer, whereafter the elution was carried out 
with 1ml of the same buffer but containing 0.5M methyl- a -D-mannoside. 

As a control. SRD-hBIP vector not containing the cDNA encoding 
the human bone format ion- inducing protein was transfected into COS-1 
cells and treated in the same manner as described above. 
Assay for the bone formation-inducing activity 

The bone formation-inducing activities were measured for the 
above-described fractions, i.e.. ConA-bound fraction and ConA-unbound 
fraction by the method of Sampath et al (Sampath et al.. Proc. Natl. 
Acad. Sci. USA. ,80. 6591. 1983). 

First, a matrix residue was prepared from a rat-decalcified bone 
by removing the bone formation-inducing active ingredient with 4M 
guanidine hydrochloride, then a pellet was prepared by coprecipitating 
25mg of the matrix residue and the protein sample contained in the ConA- 
bound fraction. Subsequently, this pellet was implanted subcutaneously 
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in the abdominothoracic part of a rat 21-28 days old and removed from 
the rat after 12 days. For this pellet, alkaline phosphatase activity 
and amount of calcium therein were measured. These procedures were 
repeated also on the ConA-bound fraction of the control. These results 
are shown in Table 1 below. 

Table 1 



Sample 


Alkaline phosphatase activity 
unit/implant 


Calcium 
mg/implant 


ConA-bound fraction 


27.5 


9.0 


ConA-unbound fraction 


0.76 


0.24 


ConA-bound fraction 
(Control) 


2.98 


0.0 



As- can be seen from Table 1. the ConA-bound fraction containing 
the protein of the present invention exhibited very high bone formation- 
inducing activity in comparison with the control. It is evident from 
these data that the protein of the present invention has high bone 
formation-inducing activity. 



Example 4 

Expression of the human bone formation-inducing protein in 293T cell 
To demonstrate that the human bone formation-inducing protein of 
the present invention expressed in 293T (J. Gen. Virology. 36. 59-72 
(1977)) cell has bone formation-inducing activity, the transient 
expression vector constructed in Example 3 was introduced into 293T 
cells to produce the protein. For the protein secreted in the 
supernatant of the medium used, the activity was measured. 
Transfection with the expression vector for the human bone formatinn - 
inducine Protein and production of the protein 

The transient expression vector constructed in Example 3 (SRD- 
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hBIP) was transfected into 293T cells to produce the human bone 
formation-inducing protein. 

A 100ml culture dish containing medium (10ml of MEM containing 
10 vM fetal calf serum) was inoculated with lxio 6 of 293T cells, 
incubated at 37'C for 18 hours with 5* CO, gassing and then 20 ug of a 
precipitate of calcium phosphate which was prepared using the SRD-hBIP 
constructed in Example 3 was added thereto. After incubating the cells 
for 18 hours with 5X CO, gassing, the medium was removed, 10ml of MEM 
containing 2 v/v* fetal calf serum was added thereto and then the cells 
was incubated at 37 TC with 5* CO, gassing. After 3 days, the cells 
were removed from the medium by centrifugation at 10.000 rpm at 4 9 C for 
10 minutes to obtain the conditioned medium. 

To 1.400ml of the conditioned medium, urea and Tris- 
hydrochloride ( P H 7.0) was added to yield a final concentration of 6M 
urea and 50mM Tris-hydrochloride ( P H 7.0). The mixture was loaded to a 
Heparin-Sepharose column (20ml, Pharmacia) preliminarily equilibrated 
with 6M urea/50mM Tris-hydrochloride (pH 7.0). The column was washed 
with the same buffer, whereafter the elution was carried out with 30ml 
of the same buffer but containing 0.5M sodium chloride. The eluate was 
concentrated to about 5ml by ultrafiltration using a centricon. 
dialyzed against deionized water and then freeze-dried. Subsequently, 
the freeze-dried proteins were dissolved in IX sodium deoxycholate/50mM 
Tris-hydrochloride buffer ( P H 8.0) and then the solution was loaded to a 
ConA-Sepharose column (200 ul Pharmacia) preliminarily equilibrated 
with 13! sodium deoxycholate/50mM Tris-hydrochloride buffer. The column 
was washed with the same buffer, whereafter the elution was carried out 
with 1ml of the same buffer but containing 0.5M methyl- a -D-mannoside. 

As a control. pcDL-SRD vector not containing the cDNA encoding 
the human bone format ion- inducing protein was transfected into 293T 

~2 5 - 



WO 94/01557 

PCT/JP93/00952 

cells and treated in the same manner as described above. 
Assay for th e bone formation-inducing activity 

The bone formation-inducing activities were measured in the same 
manner as Example 3. 

Namely, a pellet was prepared by coprecipitating 25mg of the 
matrix residue and the protein sample obtained above, then implanted 
subcutaneously in the abdominothoracic part of a rat 21-28 days old. 
After 12 days, the pellet was removed from the rat and alkaline 
Phosphatase activity and amount of calcium therein were measured. These 
procedures were repeated also on the ConA-bound fraction of the control. 
The results are shown in Table 2 below. 



Table 2 



Sample 


Alkaline phosphatase activity 
unit/implant 


Calcium 
mg/implant 


ConA-bound fraction 


10.3 


0.94 


ConA-unbound fraction 


0.4 


0.04 


ConA-bound fraction 
(Control) 


2.24 


0.25 


ConA-unbound fraction 
(Control) 


0.33 


0.0 



As can be seen from Table 2. the ConA-bound fraction containing 
the protein of the present invention exhibited very high bone formation- 
inducing activity in comparison with the control. It is evident from 
this data that the protein of the present invention expressed by 293T 
cells also has a high bone formation-inducing activity. 



Example 5 

Expression of the rat bone formation-inducing protein in COM cell 
To demonstrate that the rat bone formation-inducing protein of 
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the present invention has bone formation-inducing activity, the cDNA 
obtained in Example 2 was ligated to a transient expression vector and 
the ligated vector was introduced into COS-1 cells to produce the 
protein. For the protein secreted in the conditioned medium, the 
activity was measured. 
Construction of the expression vector 

Similarly to in Example 3, pcDL-SRD obtained by modifying pcDL- 
SR a296 reported by Takebe et al was used as the transient expression 
vector. 

Namely, this vector was obtained by digesting vector pcDL-SRa 
296 by restriction en2ymes Kpnl and PstI, blunting with DNA polymerase I 
and inserting EcoRI linker thereinto. 

Initially, this vector was digested by restriction enzyme EcoRI. 
blunted using DNA polymerase I and then treated with alkaline 
phosphatase to dephosphorize. 

On the other hand, non-coding regions of the cDNA coding for the 
bone format ion- inducing protein of the present invention were removed 
by the method illustrated in Pig. 3. 

First, the following two sets of primers for PCR, which 
correspond to the N-terminus (ATG; initiation codon) and the C-terminus 
(TAA: stop codon) of the protein of the present invention respectively, 
were synthesized: 
N-terminus primer 

N-l 5' -GATATCATGGCTCCAGGTCTTCC-3' 
N-2 5' -GCACGGAAGCTTCGGACC-3' 
C-terminus primer 

C-l 5' -GATATCTTACCGACAGGCACAGGT-3' 
C-2 5' -CCAGGAGGTACCTGAAGG-3' 
The PCR reactions were carried out using 1/zM of Primer N-l and 
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1 uU of Primer N-2 using RB45 as a template in the following solution 
for 30 cycles to amplify 5' -terminus DNA fragment: 
Solution for PCR: 

lOmM Tris-hydrochloride (pH 8.3). 50mM KC1. 1.5mMMgCl 2 . 0.001* 
gelatin, 200 ulVl dATP, 200 uU dCTP, 200 uU dGTP, 200 u\k dTTP. 
5 units AmpliTaq (Perkin Elmer Cetus). 500pg RBplasmid DNA/50//1 
Condition for PCR: 

94 e C for 1 minute. 45 °C for 2 minutes and 72 *C for 2 minutes 
After the reactions, the DNAs were electrophoresed on agarose 
gel to separate- them from the reaction solution and then DNA fragment of 
interest was isolated and purified using the glass adsorption method. 

On the other hand. 3' -terminus DNA fragment was amplified using 
1 uU of Primer C-l and 1 uU of Primer C-2 under the same reaction 
condition as the 5' -terminus DNA fragment, and the DNA fragment was 
isolated and purified in the same manner as the 5' -terminus DNA fragment. 

The thus-obtained EcoRV-HindHI (EV-H3) fragment, which is DNA 
on the 5' -terminus side, and Kpnl-EcoRV (Kpn-EV) fragment, which is DNA 
on the 3" -terminus side, were individually ligated to T-vector 
described in Example 2 and then the base sequence thereof was determined 
in the same manner as Example 1. 

The plasmid DNA ligated with the EV-H3 fragment, which is DNA on 
the 5' -terminus side, was digested by restriction enzymes EcoRI and 
Hindlll to isolate the EV-H3 fragment, then the isolated EV-H3 fragment 
was inserted into BlueScriptSKIH plasmid between restriction enzyme 
recognition sites BcoRV and Kpnl together with HindlU-Kpnl (H3-Kpn) 
fragment isolated by digesting RB45 with restriction enzymes Hindlll 
and Kpnl. Further, the plasmid DNA thus-obtained was digested by 
restriction enzymes EcoRV and Kpnl to isolate EV-Kpn fragment. 

On the other hand, the plasmid DNA ligated with the Kpn-EV 
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fragment was digested by restriction enzymes Kpnl and BcoRV to isolate 
Kpn-EV fragment. 

Both fragments thus-obtained were ligated to the restriction 
enzyme EcoRI recognition site of the above-mentioned pcDL-SRD vector, 
the terminus of which had been blunted, to construct an expression 
vector for the bone formation-inducing protein. A restriction map of 
the plasmid thus-obtained is shown in Fig. 4. 

Transfect ion with the expression vector f or the rat hone fnr-.H„- 
inducing protein and production of the protein 

The vector thus-obtained was transfected into COS-1 cells to 
produce the rat bone formation-inducing protein. 

A 100mm culture dish containing medium (10ml of DMEM containing 
10 v/v* fetal calf serum) was inoculated with 1 xio* of COS-1 cells, 
incubated at 37 V for 18 hours with 5% C0 2 gassing and then washed with 
10ml of phosphate buffered saline (PBS(-)) twice. To this. 2ug of 
mixture of the above-mentioned vector and DEAE dextran was added. 
After incubating the cells at room temperature for 15 minutes. 5ml of 
DMEM containing 10 vM fetal calf serum and 100/zH of chloroquine was 
added thereto. After culturing the cells at 37'C for 3.5 hours with 5* 
CO, gassing, the medium was removed and then 900 u\ of 10 v/vX DMEM 
containing fetal calf serum and 10* dimethyl sulfoxide (DMSO) was added 
thereto. The cells were incubated at room temperature for 2 minutes 
without C0 2 gassing, washed with 5ml of PBS(-) and 5ml of DMEM 
containing 10 vA* fetal calf serum in this order and then 10ml of DMEM 
containing 10 v/v* fetal calf serum was added thereto. After incubating 
the cells at 37'C for 24 hours with 5X CO, gassing, the medium was 
removed and then 10ml of DMEM containing 2% fetal calf serum was added 
thereto to further incubate at 37'C with 5% CO, gassing. After 5 days, 
the cells were removed from the medium by centrifugation at 10.000 rpm 
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at 4°C for 10 minutes to obtain the conditioned medium. 

To 700ml of the conditioned medium, urea and Tris-hydrochloride 
(pH 7.0) was added to yield a final concentration of 6M urea and 50mM 
Tris-hydrochloride (pH 7.0). The mixture was loaded to a Heparin- 
Sepharose column (20ml. Pharmacia) preliminarily equilibrated with 6M 
urea/50mM Tris-hydrochloride ( P H 7.0). The column was washed with the 
same buffer, whereafter the elution was carried out with 30ml of the 
same buffer but containing 0.5M sodium chloride. The eluate was 
concentrated to about 5ml by ultrafiltration using a centricon. 
dialyzed against deionized water, freeze-dried and then dissolved in 1% 
sodium deoxycholate/50mM Tris-hydrochloride buffer (pH 8.0). 
Subsequently, this solution was loaded to a ConA-Sepharose column (200 
Hi Pharmacia) preliminarily equilibrated with said buffer. The column 
was washed with the same buffer, whereafter the elution was carried out 
with 1ml of the same buffer but containing 0.5M methyl- a -D-mannoside. 

As a control. pcDL-SRD vector not containing the cDNA encoding 
the human bone format ion- inducing protein was transfected into COS-1 
cells and treated in the same manner as described above. 
Assay for the b one formation-inducing activity 

The bone formation-inducing activities were measured for the 
above-described fractions, i.e.. ConA-bound fraction and ConA-unbound 
fraction in the same manner as Example 3. 

First, a pellet was prepared by coprecipitating 25mg of the 
matrix residue, which was prepared from a rat-decalcified bone by 
removing the bone formation-inducing active ingredient with 4M guanidine 
hydrochloride, and the obtained protein. The pellet was then implanted 
subcutaneously in the abdominothoracic part of a rat 21-28 days old. 
After 12 days, the pellet was removed from the rat and the alkaline 
Phosphatase activity and amount of calcium therein were measured. 
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These procedures were repeated also on the control. These results are 
shown in Table 3 below. 



Table 3 



Sample 


Alkaline phosphatase activity 
unit/implant 


Calcium 
mg/iraplant 


ConA-bound fraction 


23.9 


8.9 


ConA-unbound fraction 


0.81 


0.06 


Control 


1.25 


0.13 



As can be seen from Table 3. the ConA-bound fraction containing 
the protein of the present invention exhibited very high bone formation- 
inducing activity in comparison with the control. It is evident from 
these data that the protein of the present invention has high bone 
formation-inducing activity. 

Figs. 5 to 10 show the histological observations of the pellets 
12 days after they were implanted. Figs. 5 to 7 are for the pellet 
prepared from the rat bone formation-inducing protein contained in the 
ConA-adsorbed fraction, which was partially purified, and the matrix 
residue of rat bone. Figs. 8 to 10 are for the pellet prepared from the 
protein contained in the supernatant of the culture medium for the 
control, which was partially purified with Heparin-Sepharose. and the 
matrix residue of rat bone. Figs. 5 and 8 are microphotographs ( xl50) 
of slices of the pellet stained with hematoxylin and eosin. Figs. 6 and 
9 are microphotographs (x200) of slices stained with PAS and alcian 
blue, and Figs. 7 and 10 are microphotographs ( x200) of slices stained 
with von Kossa. 

Fig. 5 shows that the interstitial cells markedly proliferated in 
the area among the implanted collagen matrix particles. In this area, 
osteoclasts and fibloblasts can be also observed and. around the matrix 
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particles, cells which are considered to be osteoblasts can be also 
observed. Further, a proliferation of cartilage matrix containing 
chondrocyte can be observed. On the other hand, in the collagen matrix, 
it can be observed that a marked calcification occurred. The 
calcification can be observed in the cartilage matrix also. 

In Fig. 6. the cartilage cells stained with alcian blue are 
observed. Although the cells were weakly stained, there are strongly- 
stained cells scattered among the weakly-stained ones. Also, calcified 
substance stained with PAS can be observed. 

From Fig. 7. it is observed that the calcified substance is 
present in the collagen matrix and the cartilage matrix. 

On the other hand. Figs. 8 to 10 show that the cells scarcely 
proliferated in the area among the implanted collagen matrix particles. 

It is considered that the cells present in this area are only 
fibloblasts. No cartilage matrix, osteoclast, osteoblast or calcified 
substance is observed. 

Thus, it is also evident from the above figures that the protein 
of the present invention has an ability of inducing the bone formation. 

Example 6 

Expression distribution of mRNA of the rat bone formation-inducing 
protein 

Poly(A)RNAs were extracted from various tissues of rat and the 
expression distribution thereof for mRNA of the rat bone formation- 
inducing protein was determined by the Northern hybridization method. 

First. RNAs were individually extracted cerebellum, costa. 
costal cartilage, trachea, blood vessel, spleen, thymus, muscle and 
bone marrow of SD rats 10-15 weeks old from and femur and calvaria of 
neonatal SD rats by the acid guanidine tiocyanate/phenol/chloroform 
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extraction method and poly(A)RNAs were extracted therefrom respectively 
with oligo-dT latex. 

10* g of every poly(A)RNAs was denatured in 1M glyoxal/SO* 
dimethylsulfoxide/lOmM sodium phosphate buffer (pH 7.0) at 50°C for 1 
hour, then subjected to i| agarose gel (lOmM sodium phosphate buffer 
(pH 7.0)) electrophoresis. RNAs of known molecular weights (GIBCO BRL) 
and treated in the same manner as described above were used as markers. 

Next, the poly(A)RNAs thus-isolated were transferred from the 
agarose gel to a nylon membrane (High bond N. Amarshara). The filter was 
Prehybridized at 42'C for 3 hours in a hybridization solution (40* 
formamide. 6XSSPE. 5 xDenhardfs. 0.1XSDS. 100 /zg/ml salmon sperm 
DNA) and then was hybridized with a rat bone format ion- inducing protein 
probe, which was labeled with ( a-»P)dCTP by a multiprime-labeling kit. 
at 42 -C for 20 hours in the above hybridization solution. The rat bone 
formation-inducing protein probe was a DNA fragment having a total 
length of 2.2 kb of cDNA for the rat bone format ion- inducing protein 
which was produced by digestion of plasmid RB12 with restriction enzyme 
Notl. Subsequently, after washing this filter in O.lxSSC. 0.1* SDS 
solution at 50'C. an autoradiography of Northern blot analysis was 
conducted to determine the expression distribution and amount of mRNA 
of the rat bone formation-inducing protein for every tissue on the 
basis of signal intensity. 

In carrying out this autoradiography, hybridizations were 
carried out also for BMP-2 and BMP-3 using rat BMP-2 cDNA and rat BMP-3 
cDNA as probes to determine the expression distribution and amount 
thereof. BMP-2 and BMP-3 are bone morphogenetic proteins described in 
J. P. KOHYO Nos. Hei 2-500241 and Hei 3-503649. 
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Preparation of probe for rat BMP-2 

DNA probe (5' -ACTMTCATGCCATTGTTCAGACGTTGGTCAACTCTGTTAAC-3' ) 
was synthesized based on the base sequence of the human BMP-2 cDNA 
described in J. P. KOHYO No. Hei 2-500241. The human BMP-2 cDNA was 
cloned from a human placenta cDNA library using this probe. 
Subsequently, using a cDNA fragment containing the whole coding 
region for human BMP-2 as a probe, rat BMP-2 cDNA was cloned from a 
rat placenta cDNA library. The thus-obtained cDNA fragment 
containing the whole coding region for rat BMP-2 was used as a 
probe for the Northern hybridization. 
Preparation of probe for rat BMP-3 

Primer DNA was synthesized based on the base sequence of the 
human BMP-3 cDNA described in J. P. KOHYO No. Hei 2-500241. Using 
this primer, a DNA fragment containing 180bp of maturation region 
was amplified from the human placenta chromosome DNA by the PCR 
method according to the method described in Examples 1 and 2 and 
then subcloned into pi asm id BlueScript I ISK+. Using this DNA 
fragment as a probe, rat BMP-3 cDNA was cloned from a rat femur 
cDNA library. The thus-obtained cDNA fragment containing whole rat 
BMP-3 cDNA was used as a probe for the Northern hybridization. 
Figs. 1 1A to HE show the autoradiograms thus obtained. Figs. 11A 
and 1 IB are for the bone formation-inducing protein of the present 
invention (BIP). Fig. 11C is for BMP-2 and Figs.llD and HE are for BMP-3. 
Lanes A to K are the autoradiograms for the following tissues: 
A 
B 
C 
D 
E 



cerebellum mature SD rat 
costa ditto 
costal cartilage ditto 
trachea ditto 
blood vessel ditto 
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F spleen ditto 

G thymus ditto 

H muscle ditto 

I bone marrow ditto 

J neonatal SD rat 

K calvaria ditto 

It can be seen from Figs.llA and 11B that the mRNAs for the rat 

bone formation-inducing protein of the present invention are 4.1kb and 2. 

8kb in size and distributed to femur (lane J) and calvaria (lane K) of 

the neonatal SD rats and cerebellum (lane A), costal cartilage (lane C). 

trachea (lane D) and blood vessel (lane E) of the matured rat in high 

density. 

On the other hand. Fig. HC shows that rat BMP-2 mRNAs are 3.8kb 
and 2.5kb and Figs.llD and 1 IE show that rat BMP-3 mRNAs are 6.7kb. 
4.7kb and 2.6kb in size. Thus, the mRNAs for the rat bone formation- 
inducing protein of the present invention are different from those of 
rat BMP-2 and -3 in size. This means that the gene of the bone 
formation-inducing protein of the present invention is different from 
that of either BMP-2 or -3. 

The expression distribution data also indicate that there is a 
great difference between the rat BMPs and the rat bone formation- 
inducing protein of the present invention. That is. the rat BMP-2 mRNAs 
are distributed to trachea (lane D) in high density but to cerebellum 
(lane A), costal cartilage (lane C) and blood vessel (lane B) in low 
density, and also the rat BMP-3 mRNAs are distributed to trachea (lane 
D) in high density but to cerebellum (lane A) and costal cartilage 
(lane C) in low level. 

Thus, the rat bone formation-inducing protein of the present 
invention is distinctly different from BMP-2 and -3. Because of the 
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fact that the mRNAs for the bone formation-inducing protein of the 
present invention distribute to cerebellum and costal cartilage in high 
density, it can be expected that the protein would play an important 
part in the nervous system and chondrogenesis. 

Example 7 

Replacement of the process site of the human bone formation-inducing 
protein with the consensus sequence 

In order to cleave the maturation protein from the precursor 
protein of the present invention efficiently, the following original 
DNA sequence encoding the amino acid sequence containing the process 
sequence of the precursor protein: 

5' -TG CAG AAA GCC CGG AGG AAG CAG TGG GAT GAG CCG AGG GTG TGC TCC 
3' -C TTT CGG GCC TCC TTC GTC ACC CTA CTC GGC TCC CAC ACG AGG 
Glu Lys Ala Arg Arg Lys Gin Trp Asp Gin Pro Arg Val Cys Ser 
CGG AGG TAC-3' 
GCC TC-5' 
Arg Arg Tyr 

which is shown in SEQ. ID No:l as nucleotides 1171 to 1226 will be 
replaced with the following synthesized DNA containing the consensus 
sequence as described above: 
(Human BMP-2 type) 

5* -TG CAC AAA CGC GAG AAG AGG CAG TGG GAT GAG CCG AGG GTG TGC TCC 
3' -G TTT GCG CTC TTC TCC GTC ACC CTA CTC GGC TCC CAC ACG AGG 
His Lys Arg Gin Lys Arg 
CGG AGG TAC-3' 
GCC TC-5' 

First, as shown in Fig. 12. SK+/H3 A.Kpn will be digested by 
restriction enzymes Bbsl and Kpnl and then ligated with the synthesized 
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DNA to obtain the modified SK+/H3A.Kpn. Subsequently, the modified 
SK+/H3A.Kpn will be digested by restriction enzymes EcoRV and Kpnl to 
obtain the EcoRV-Kpnl fragment containing the precursor region and the 
modified portion. 

On the other hand. SK+/EV as shown in Fig. 12 will be digested by 
restriction enzymes Kpnl and EcoRV to obtain the KpnI-EcoRV fragment 
containing the C-terminus portion of the maturation region of the human 
bone formation-inducing protein of the present invention. 

These two DNA fragments will be inserted into the restriction 
enzyme EcoRV recognition site of BlueScriptI ISK+. Through these 
procedures, the base sequence corresponding to the process site of the 
human bone formation-inducing protein of the present invention, which is 
contained in EcoRV fragment in the plasmid DNA thus obtained, will be 
replaced with that corresponding to the consensus sequence. 

Also, the following synthesized DNA will be used for this 
technique: 

(Human proactivin A type) 

5' -TG CAG AAA CGC CGG AGG AGG CAG TGG GAT GAG CCG AGG GTG TGC TCC 
3* -C TTT GCG GCC TCC TCC GTC ACC CTA CTC GGC TCC CAC ACG AGG 
Gin Lys Arg Arg Arg Arg 
CGG AGG TAC-3" 
GCC TC-5' 

Pig. 12 illustrates the above procedures. 
Example 8 

Establishment of the cell producing the human bone format ion- inducing 
protein 

A stably-producing cell was established using human 293 cell as 
host cell. 
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Construction of sta ble expression w»rtnr 

Restriction enzyme EcoRV recognition site of vector pBVMT was 
digested by restriction enzyme EcoRV. whereafter the 5" terminus thereof 
was dephosphorized with bacterial alkaline phosphatase. To this DNA. a 
DNA fragment isolated by digesting the plasmid BlueScriptHSKVBV. which 
was prepared in Example 3. by restriction enzyme EcoRV was ligated 
using T4 DNA ligase to construct a stable expression vector pEVMT(hBIP). 

The same procedures were repeated using vector pEVCMV to 
construct a stable expression vector pEVCMVGiBIP). 
Transformation of h.-n 9M ~n and igolaMm nf ^^.^^^ 

Calcium phosphate coprecipi rates with 20/tg of the stable 
expression vector pEVMT(hBIP) DNA and 2 ^g of P SV2neo were prepared 
according to the method of Chen et al (C. Chen & H. Okayama. Mol Cell 
Biol.,7, 12745-12752 (1987)). These coprecipitate were added dropwise 
to a 100mm culture dish which had been inoculated with 2 xio- of human 
293 cells per 1ml of medium (90* MEM and 10* fetal, calf serum) and 
■incubated at 37 V for one evening with 5* CO, gassing. After keeping 
this temperature for one evening, the cells were ripped off from the 
dish using 0.025* trypsin/0.01* EDTA and then diluted 1:10 with a 
selection medium (90* MEM + 10* fetal calf serum + 2mg of G418). The 
diluted cells were inoculated in ten 100mm dishes, and then incubated in 
the same medium while freshening the medium until visible colonies were 
formed. 

Each colony thus formed was subjected to a magnification culture 
in a medium and then measured for amount of the human bone formation- 
inducing protein secreted in the conditioned medium by an enzyme 
innnunoassay method (BIA) to isolate a producing cells f 0r the protein 
in large quantities. 

The same procedures were repeated using the stable expression 
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vector pEVCMV(hBIP) to isolate a producing cells for the protein in 
large quantities. 

Fig. 13 illustrates the above procedures. 

If the resulting cells are gradually domesticated to a high 
concentration of methotrexate (MTX) in the medium, a highly-expressing 
clones will be isolated. 
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SEQUENCE LISTING 

SEQ. ID NO: 1 

SEQUENCE LENGTH: 1560 nucleotides 

SEQUENCE TYPE: nucleotide with corresponding protain 

STRANDEDNESS: double 

TOPOLOGY: linear 

MOLECULE TYPE: cDNA to mRNA 

ORGANISM: human 

GCCGCGAGGT CAGTCCGCAG CCTCCGGTGC GCCAGCGCTC GCCTTCCTCC TCCTGGACTT 60 
CGGCCCTTTG CCGCCCTCAC CACGCC ATG GCT CAT GTC CCC GCT CGG ACC AGC 113 

Met Ala His Val Pro Ala Arg Thr Ser 
-365 -360 
CCG GGA CCC GGG CCC CAG CTG CTG CTG CTG CTG CTG CCG TTG TTT CTG 161 
Pro Gly Pro Gly Pro Gin Leu Leu Leu Leu Leu Leu Pro Leu Phe Leu 

-355 -350 -345 

CTG TTG CTC CGG GAT GTG GCC GGC AGC CAC AGG GCC CCC GCC TGG TCC 209 
Leu Leu Leu Arg Asp Val Ala Gly Ser His Arg Ala Pro Ala Trp Ser 

-340 -335 -330 

GCA CTG CCC GCG GCC GCC GAC GGC CTG CAG GGG GAC AGG GAT CTC CAG 257 
Ala Leu Pro Ala Ala Ala Asp Gly Leu Gin Gly Asp Arg Asp Leu Gin 

-325 -320 -315 

CGG CAC CCT GGG GAC GCG GCC GCC ACG TTG GGC CCC AGC GCC CAG GAC 305 
Arg His Pro Gly Asp Ala Ala Ala Thr Leu Gly Pro Ser Ala Gin Asp 

-310 -305 -300 

ATG GTC GCT GTC CAC ATG CAC AGG CTC TAT GAG AAG TAC AGC CGG CAG 353 
Met Val Ala Val His Met His Arg Leu Tyr Glu Lys Tyr Ser Arg Gin 
-295 -290 -285 -280 
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GGC GCG 
Gly Ala 

CTG GAA 
Leu Glu 

ATG CAA 
Met Gin 

GAG CCG 
Glu Pro 
-230 
GCC AAG 
Ala Lys 
-215 
CAG CAC 
Gin His 

CTA CTC 
Leu Leu 

CAG GCC 
Gin Ala 

GAG CTG 
Glu Leu 
-150 



CGG CCG 
Arg Pro 

GTG GTC 
Val Val 
-260 
GAC TCG 
Asp Ser 
■245 

CCT CGG 
Pro Arg 

AAC GCT 
Asn Ala 

CTG CTC 
Leu Leu 

CGC GGG 

Arg Gly 
-180 

AAG GAC 

Lys Asp 
165 

CTC CTC 

Leu Leu 



GGA GGG 
Gly Gly 
-275 
GAC CAG 
Asp Gin 

GAA ATG 
Glu Met 

TGG CCT 
Trp Pro 

TCA GGC 
Ser Gly 
-210 
TTC CGC 
Phe Arg 
195 

GCC ATG 
Ala Met 

ATC TCC 
He Ser 

TCC GCC 
Ser Ala 



GGC AAC 
Gly Asn 

AAG GCC 
Lys Ala 

ATC CTT 
lie Leu 
-240 
CGA GCG 
Arg Ala 
225 

CGC CCG 
Arg Pro 

AGC CTC 
Ser Leu 

GCC CTG 
Ala Leu 

CCC ATC 
Pro He 
-160 
CAG CTG 
Gin Leu 
145 



ACG GTC CGC 
Thr Val Arg 

-270 
GTG TAT TTC 
Val Tyr Phe 
■255 

ACG GCC ACT 
Thr Ala Thr 

CTC GAG GTG 
Leu Glu Val 

CTG CCC CTG 
Leu Pro Leu 
-205 
TCG CAG AAC 
Ser Gin Asn 

-190 
GCG CCC CCA 
Ala Pro Pro 
175 

GTC AAG GCG 
Val Lys Ala 

GAT TCT GAG 
Asp Ser Glu 



AGC TTC 
Ser Phe 

TTC AAC 
Phe Asn 

TTC CAC 
Phe His 
-285 
CTA TGC 
Leu Cys 
■220 

GGC CCG 
Gly Pro 

ACG GCC 
Thr Ala 

CCG CGC 
Pro Arg 

GCC CGC 
Ala Arg 
-155 
GAG AGG 
Glu Arg 
■140 



AGG GCC AGG 
Arg Ala Arg 

-265 
CTG ACT TCC 
Leu Thr Ser 
-250 

TTC TAC TCA 
Phe Tyr Ser 

AAG CCG CGG 
Lys Pro Arg 

CCC ACA CGC 
Pro Thr Arg 
-200 
ACA CAG GGG 
Thr Gin Gly 

-185 
GGC CTG TGG 
Gly Leu Trp 
170 

CGG GAT GGC 
Arg Asp Gly 

GAC CCG GGG 
Asp Pro Gly 



401 



449 



497 



545 



593 



641 



689 



737 



785 
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CTG CCC CGG CCC AGC CCC TAT GCG CCC TAC ATC CTA GTC TAT GCC AAC 833 

Val Pro Arg Pro Ser Pro Tyr Ala Pro Tyr He Leu Val Tyr Ala Asn 

-135 -130 -125 -120 

GAT CTG GCC ATC TCG GAG CCC AAC AGC GTG GCA GTG ACG CTG CAG AGA 881 

Asp Leu Ala He Ser Glu Pro Asn Ser Val Ala Val Thr Leu Gin Arg 

-115 -110 -105 

TAC GAC CCC TTC CCT GCC GGA GAC CCC GAG CCC CGC GCA GCC CCC AAC 929 
Tyr Asp Pro Phe Pro Ala Gly Asp Pro Glu Pro Arg Ala Ala Pro Asn 

-100 -95 -90 

AAC TCA GCG GAC CCC CGC GTG CGC CGA GCC GCG CAG GCC ACT GGG CCC 977 
Asn Ser Ala Asp Pro Arg Val Arg Arg Ala Ala Gin Ala Thr Gly Pro 

-85 -80 -75 

CTC CAG GAC AAC GAG CTG CCG GGG CTG GAT GAG AGG CCG CCG CGC GCC 1025 
Leu Gin Asp Asn Glu Leu Pro Gly Leu Asp Glu Arg Pro Pro Arg Ala 

-70 -65 -60 

CAC GCA CAG CAC TTC CAC AAG CAC CAG CTG TGG CCC AGC CCC TTC CGG 1073 
His Ala Gin His Phe His Lys His Gin Leu Trp Pro Ser Pro Phe Arg 
-55 -50 -45 -40 

GCG CTG AAA CCC CGG CCA GGG CGC AAA GAC CGC AGG AAG AAG GGC CAG 1121 
Ala Leu Lys Pro Arg Pro Gly Arg Lys Asp Arg Arg Lys Lys Gly Gin 

-35 -30 -25 

GAG GTG TTC ATC GCC GCC TCG CAG GTG CTG GAC TTT GAC GAG AAG ACG 1169 
Glu Val Phe Met Ala Ala Ser Gin Val Leu Asp Phe Asp Glu Lys Thr 

-20 -15 -10 

ATG CAG AAA GCC CGG AGG AAG CAG TGG GAT GAG CCG AGG GTG TGC TCC 1217 
Met Gin Lys Ala Arg Arg Lys Gin Trp Asp Glu Pro Arg Val Cys Ser . 
-5 1 5 
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CGG AGG TAC CTG AAG GTG GAC TTC GCA GAC ATC GGC TGG AAT GAA TGG 1265 
Arg Arg Tyr Leu Lys Val Asp Phe Ala Asp lie Gly Trp Asn Glu Trp 
10 15 20 25 

ATA ATC TCA CCG AAA TCT TTT GAT GCC TAC TAC TGC GCG GGA GCA TGT 1313 
He He Ser Pro Lys Ser Phe Asp Ala Tyr Tyr Cys Ala Gly Ala Cys 

30 35 40 

GAG TTC CCC ATG CCT AAG ATC GTT CGT CCA TCC AAC CAT GCC ACC ATC 1361 
Glu Phe Pro Met Pro Lys He Val Arg Pro Ser Asn His Ala Thr lie 

45 50 55 

CAG AGC ATT GTC AGG GCT GTG GGC ATC ATC CCT GGC ATC CCA GAG CCC 1409 
Gin Ser He Val Arg Ala Val Gly He He Pro Gly He Pro Glu Pro 

60 65 70 

TGC TGT GTT CCC GAT AAG ATG AAC TCC CTT GGG GTC CTC TTC CTG GAT 1457 
Cys Cys Val Pro Asp Lys Met Asn Ser Leu Gly Val Leu Phe Leu Asp 

75 80 85 

GAG AAT CGG AAT GTG GTT CTG AAG GTG TAC CCC AAC ATG TCC GTG GAC 1505 
Glu Asn Arg Asn Val Val Leu Lys Val Tyr Pro Asn Met Ser Val Asp 
90 95 ioo 105 

ACC TGT GCC TGC CGG TGAGACCACT CCAGGGTGGA AAGAAGCCAC GCCCAGCAGA 1560 
Thr Cys Ala Cys Arg 

110 
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SEQ. ID NO: 2 

SEQUENCE LENGTH: 182 nucleotides 
SEQUENCE TYPE: nucleotide 
STRANDEDNESS: double 
TOPOLOGY: linear 

MOLECULE TYPE: Other nucleic acid 



AGCCATCAAA TCATGCTACC ATCCAGAGTA TAGTGAGAGC TGTGGGGGTC GTTCCTGGGA 60 
TTCCTGAGCC TTGCTGTGTA CCAGAAAAGA TGTCCTCACT CAGTATTTTA TTCTTTGATG 120 
AAAATAAGAA TGTAGTGCTT AAAGTATACC CTAACATGAC AGTAGAGTCT TGCGCTTGCA 180 
GA 

182 



SEQ. ID NO: 3 

SEQUENCE LENGTH: 1497 nucleotides 

SEQUENCE TYPE: nucleotide with corresponding protain 

STRANDEDNESS: double 

TOPOLOGY: linear 

MOLECULE TYPE: cDNA to mRNA 

ORGANISM: rat 



CACTGAGCCT TCCCTGTCTG CCCTCCTGGG CTCAGACCCT TCACCACTGT CACTCAGCC 
ATG GCT CCA GGT CTT GCT CGG ATC AGC TTG AGG TCT CAG CTG CTG CCC 
Met Ala Pro Gly Leu Ala Arg lie Ser Leu Arg Ser Gin Leu Leu Pro 
-365 -360 _ 355 

TTG GTG CCG CTG CTC CTG CTA CTG CGG GGC GCA GGC TGC GGC CAC AGA 
Leu Val Pro Leu Leu Leu Leu Leu Arg Gly Ala Gly Cys Gly His Arg 
1* "345 -340 -335 



59 
107 



155 
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GTC CCC TCA TGG TCC TCA CTG CCT TCA GCA OCT GAC ACT GTG CAG AGG 203 
Val Pro Ser Trp Ser Ser Leu Pro Ser Ala Ala Asp Ser Val Gin Arg 

"330 -325 -320 

GAC AGG GAC CTC CAG CAG TCA CCC GGG GAC GCT GCA GCC CCT CTG GGT 251 
Asp Arg Asp Leu Gin Gin Ser Pro Gly Asp Ala Ala Ala Ala Leu Gly 

"315 -310 -305 

CCA GGC GCC CAG GAC ATA GTC GCT GTC CAC ATG CTC AGG CTC TAT GAG 299 
Pro Gly Ala Gin Asp He Val Ala Val His Met Leu Arg Leu Tyr Glu 

"300 -295 -290 

AAG TAC AAC CGG AGA GGC GCT CCA CCA GGA GGA GGC AAC ACC GTC CGA 347 
Lys Tyr Asn Arg Arg Gly Ala Pro Pro Gly Gly Gly Asn Thr Val Arg 

-285 -280 -275 

AGC TTC CGT GCC CGG CTG GAT GTG ATC GAC CAG AAG CCT GTG TAT TTC 395 
Ser Phe Arg Ala Arg Leu Asp Val He Asp Gin Lys Pro Val Tyr Phe 
- 270 "265 -260 -255 

TTC AAC TTG ACT TCC ATG CAA GAC TCA GAA ATG ATC CTC ACA GCC ACC 443 
Phe Asn Leu Thr Ser Met Gin Asp Ser Glu Met He Leu Thr Ala Thr 

-250 -245 -240 

TTC CAC TTC TAC TCA GAA CCT CCA CGG TGG CCC CGG GCT CGT GAG GTA 491 
Phe His Phe Tyr Ser Glu Pro Pro Arg Trp Pro Arg Ala Arg Glu Val 

"235 -230 -225 

TTC TGC AAG CCC CGA GCT AAG AAT GCA TCC TGC CGG CTC CTG ACC CCA 539 
Phe Cys Lys Pro Arg Ala Lys Asn Ala Ser Cys Arg Leu Leu Thr Pro 

"220 -215 -210 

GGT CTG CCT GCT CGC TTG CAC CTA ATC TTC CGC AGT CTC TCG CAG AAC 587 
Gly Leu Pro Ala Arg Leu His Leu lie Phe Arg Ser Leu Ser Gin Asn 
-205 -200 -195 



-4 5- 



WO 94/01557 _ 

PCT/JP93/00952 

ACT GCC ACT CAG GGG CTG CTC CGC GGG GCC ATG GCC CTG ACA CCT CCA 635 

Thr Ala Thr Gin Gly Leu Leu Arg Gly Ala Met Ala Leu Thr Pro Pro 

"190 -185 -180 -175 

CCA CGT GGC CTC TGG CAG GCC AAG GAC ATC TCC TCA ATC ATC AAG GCT 683 

Pro Arg Gly Leu Trp Gin Ala Lys Asp He Ser Ser He He Lys Ala 

' 17 ° -165 -160 

GCC CGA AGG GAT GGA GAA CTT CTT CTC TCT GCT CAG CTG GAT TCT GGA 731 
Ala Arg Arg Asp Gly Glu Leu Leu Leu Ser Ala Gin Leu Asp Ser Gly 

"155 -150 -145 

GAG AAG GAT CTC GGA GTG CCA CGG CCC ACT TCC CAC ATG CCC TAT ATC 779 
Glu Lys Asp Leu Gly Val Pro Arg Pro Ser Ser His Met Pro Tyr He 

~ 140 -135 -i3o 

CTT GTC TAT GCA AAT GAC CTG GCC ATC TCG GAG CCC AAC ACT GTA GCA 827 
Leu Val Tyr Ala Asn Asp Leu Ala He Ser Glu Pro Asn Ser Val Ala 

"125 -120 -us 

GTG ACG CTA CAG AGA TAC GAC CCA TTT CCA GCT GGA GAC TTT GAG CCT 875 
Val Thr Leu Gin Arg Tyr Asp Pro Phe Pro Ala Gly Asp Phe Glu Pro 
-105 -loo -95 

GGA GCA GCC CCC AAC AGC TCA GCG GAT CCC CGC GTG CGC AGG GCC GCA 923 
Gly Ala Ala Pro Asn Ser Ser Ala Asp Pro Arg Val Arg Arg Ala Ala 

-90 -85 - 80 

CAG GTA TCC AAA CCC CTG CAA GAC AAT GAA CTT CCA GGG CTG GAC GAA 971 
Gin Val Ser Lys Pro Leu Gin Asp Asn Glu Leu Pro Gly Leu Asp Glu 

-75 -7o . 65 

AGA CCA GCG CCT GCC CTG CAC GCC CAG CAT TTC CAC AAG CAC GAG TTC 1019 
Arg Pro Ala Pro Ala Leu His Ala Gin His Phe His Lys His Glu Phe 
-60 -55 _ 50 
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TGG TCC ACT CCT TTC CGG GCA CTG AAA CCC CGC ACC GGG CGC AAA GAC 1067 
Trp Ser Ser Pro Phe Arg Ala Leu Lys Pro Arg Thr Gly Arg Lys Asp 

"45 -40 -35 

CGC AAG AAG AAA GAC CAG GAT ACA TTC ACC CCC TCC TCC TCG CAG GTG 1115 
Arg Lys Lys Lys Asp Gin Asp Thr Phe Thr Pro Ser Ser Ser Gin Val 
" 30 "25 -20 - 15 

CTG GAC TIT GAT GAG AAG ACG ATG CAG AAA GCC AGG AGG CGG CAG TGG 1163 
Leu Asp Phe Asp Glu Lys Thr Met Gin Lys Ala Arg Arg Arg Gin Trp 

. "10 -5 ! 

GAT GAG CCT CGG GTC TGC TCC AGG AGG TAC CTG AAG GTG GAT TTT GCA 1211 
Asp Glu Pro Arg Val Cys Ser Arg Arg Tyr Leu Lys Val Asp Phe Ala 

5 10 15 

GAC ATC GGG TGG AAT GAA TGG ATC ATC TCA CCC AAA TCC TTT GAT GCC 1259 
Asp He Gly Trp Asn Glu Trp He He Ser Pro Lys Ser Phe Asp Ala 

20 25 30 

TAC TAC TGT GCT GGA GCC TGC GAG TTC CCC ATG CCC AAG ATC GTC CGC 1307 
Tyr Tyr Cys Ala Gly Ala Cys Glu Phe Pro Met Pro Lys He Val Arg 
35 40 45 50 

CCG TCC AAC CAT GCC ACC ATC CAG AGC ATC GTC AGA GCT GTG GGC ATT 1355 
Pro Ser Asn His Ala Thr He Gin Ser He Val Arg Ala Val Gly lie 

55 60 65 

GTC CCT GGC ATC CCG GAG CCA TGC TGT GTC CCA GAC AAG ATG AAC TCC 1403 
Val Pro Gly He Pro Glu Pro Cys Cys Val Pro Asp Lys Met Asn Ser 

70 75 80 

CTT GGA GTC CTT TTC CTG GAC GAG AAT CGG AAT GTG GTT CTG AAG GTG 1451 
Leu Gly Val Leu Phe Leu Asp Glu Asn Arg Asn Val Val Leu Lys Val 
85 go 95 
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TAC CCC AAT ATG TCC GTA GAG ACC TGT GCC TGT CGG TAAGGTGGCT 1497 . 

Tyr Pro Asn Met Ser Val Glu Thr Cys Ala Cys Arg 
100 105 no 

TCAAGATGGA AGGCAGACCT CCTTCACCCC TGCTGTGCAG AGTGGCATTC TTGGAGCCAG 1557 
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Claims 



1. A protein comprising an amino acid sequence of amino acids 1 to 
110 in SEQ. ID No:l or analogous sequences thereto. 

2. The protein according to claim 1. wherein the protein is derived 
from human. 

3. The protein according to claim 1. wherein the protein is derived 
from rat. 

4. A DNA encoding a protein comprising an amino acid sequence of 
amino acids 1 to 110 in SEQ. ID No:l or analogous sequences thereto. 

5. The DNA according to claim 4. wherein the protein is derived 
from human. 

6. The DNA according to claim 4. wherein the protein is derived 
from rat. 

7. The DNA according to claim 4. wherein the DNA comprises base 
sequence of nucleotides 1191 to 1520 in SEQ. ID No:l or analogous 
sequences thereto. 

8. The DNA according to claim 7. wherein the DNA comprises base 
sequence of nucleotides 87 to 1520 in SEQ. ID No:l or analogous 
sequences thereto. 

9. A method for producing a protein comprising an amino acid 
sequence of amino acids 1 to 110 in SEQ. ID No:l or analogous sequences 
thereto, which comprises: 

(a) transforming a cell with a DNA encoding said protein which 
further comprises expression-controlling sequences; and 

(b) culturing said transformant. 

10. A pharmaceutical composition comprising a protein which 
comprises an amino acid sequence of amino acids 1 to 110 in SEQ. ID No:l 
or analogous sequences thereto or active fragment thereof as a active 
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ingredient together with pharmaceutically-acceptable carriers. 

11. The pharmaceutical composition according to claim 10, wherein 

the composition is for implantation. 
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Fig. 6 
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Fig. 7 
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Fig. 9 
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Fig. 10 
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Fig. 13 
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